Recent reports (Gourlay, I97o; Gourlay, Bruce & Garwes, I97 r) described the first isolation and gave some characteristics of a virus which infects a member of the order Mycoplasmatales, namely Acholeplasma Iaidlawii (formerly Myeoplasma laidlawii). This virus, designated Mycoplasmatales virus-laidlawii I (MV-LI), was shown to be bacilliform with a mean width of I4"6 nm. and a mean length of 89"8 nm. It was insensitive to ether and detergent and withstood a temperature of 6o ° for 3o min. ; its nucleic acid appeared to be DNA.
described earlier (Gourlay, I97o) , and also by a method in which each strain was grown on a GS agar plate (Gourlay & Leach, ~97o ) until good colony growth was visible. Each plate was then washed with 3 ml. phosphate-buffered saline, pH 7"3 for 18 hr at room temperature and the washing was harvested. The filtrates and washings were then examined for the presence of virus by placing a drop of each on to GS agar plates seeded with cultures of each of the acholeplasma strains. The plates were examined after 24 to 48 hr incubation at 37 °. Most showed a confluent lawn of acholeplasma colonies but there were a number on which plaques were visible. These plaques were present at the sites of application of various washings. No plaques were visible at the site of application of any of the filtrates.
The washing of A. laidlawii strain o-324 produced plaques on lawns of six different strains of A. laidlawii, namely BNI, M221/70 , TGE(C), M~305/68, M~307/68 and MI308/68. The plaques varied; those on M~307/68, M~308/68 and T6E(C) were few in number and about mm. in diameter, those on BN ~ and M22~/70 were similar in size but more numerous, and those on MI305/68 consisted of one large confluent zone covering the whole area of the drop. MV-L ~ produced plaques on lawns of all these strains except o-324 and M I308/68.
The o-324 washing was titrated by preparing serial tenfold dilutions in buffered saline containing 5 % foetal calf serum. Drops of each dilution were placed on a lawn prepared from a culture of M I305/68 and the lawn incubated at 37 ° for 48 hr. The titre of the agent was 5 × ~o5 p.f.u,/ml. The plaque-forming agent was cloned by picking a single plaque on three successive occasions. A stock of agent was then prepared by growing it on lawns of the host acholeplasma (M X 3O5/68) and harvesting the washings which were stored at -7 o°. At high dilutions the stock material produced single discrete plaques, about I to 2 ram. in diameter. (Fig. I ). Plaques were formed during incubation at 37 ° but not during incubation at 22 °.
When the agent, diluted in buffered saline, was exposed for 2½ min. at a distance of ~2 cm. from an ultraviolet light source (Universal u.v. lamp, 254 nm., Gelman-Camag, model 54~o2) or exposed to a temperature of 56° for IO min. the titre was reduced from 6.I log p.f.u./ml, to 3"9 log p.f.u./ml, and from 5"I log p.f.u./ml, to less than 2"25 log p.f.u./ml., respectively.
The agent, diluted in buffered saline, was treated with the detergent Nonidet-P4o (British Drug Houses Ltd, Poole, Dorset), o.4% (v/v) for 15 min. at 37 ° and the titre was reduced to less than 2'25 log p.f.u./ml. This compares with a titre of 7"95 log p.f.u./ml, for a buffered saline control. Similarly, when the agent, diluted as above, was treated with 2o % diethyl ether at 4 ° for I8 hr or 5% chloroform for IO min. at 22 ° the titres were reduced to 1.25 log p.f.u./ml, and less than 1.25 log p.f.u./ml, compared with buffered saline control titres of 6. I and 5"9 log p.f.u./ml., respectively.
The stock material diluted in serum saline was serially filtered under a positive pressure of 5 to Io lb./in. 2 through Millipore membrane filters of decreasing pore size. In four separate attempts the agent (titre 5 × 1o4 to 5 × lo7 p.f.u./ml.) passed readily through filters of 2oo nm. pore size without loss of titre. There was, however, a loss in titre of o'4 to o'75 log p.f.u. when passed through a Joo nm. filter and 1.25 to 3"1 log. p.f.u, through a 5o nm. filter. No plaque forming activity was detected in the 25 nm. filtrates.
Antiserum prepared in rabbits to purified MV-L I inhibited the formation of plaques by MV-L I on lawns of BY I and M I305/68 but failed to inhibit the formation of plaques by the o-324 agent on the same lawns.
On three occasions the addition of 3.2 to 4"2 log p.f.u./ml, agent to GS broth cultures of growing acholeplasmas resulted in a 3 to 4 log increase in titre of the agent after 24 hr incubation at 37 ° . There was no evidence of replication in the absence of actively growing cells of the acholeplasma.
Stock agent was passed through a 22o nm. Millipore filter and the filtrate was centrifuged at 15o,ooo g for 2 hr and the pellet resuspended in serum saline, fixed with 3 % glutaraldehyde in o. 1 M-sodium cacodylate and stained with 1.5 % uranyl acetate and examined in an AEI EM 6 electron microscope. Numerous roughly spherical, apparently enveloped bodies whose diameters ranged from 50 to I2O nm. were seen (Fig. 2) .
The characteristics of this agent, detailed above, are consistent with those of a virus. There are some obvious differences between this virus and MV-L I. For example, it differs in morphology, is larger in size, is serologically dissimilar, is more sensitive to heat and is sensitive to ether and Nonidet-P4o. Individual plaques on N I3o5/68 and BN I also differ in that they are smaller than those produced by MV-L 1 on the same lawns and, unlike MV-L 1, are not formed at 22 °. In view of these differences, it is clearly a new and fundamentally different virus and represents a new group of mycoplasma viruses, for which the designation Mycoplasmatales virus-laidlawii 2 (MV-L 2) is proposed. 
